: The impact of curcumin on lung cancer cell invasion and proliferation capacity. (A) Compared to the control treatment of DMSO (left), curcumin inhibited the invasion of A549 cells through the Matrigel basement membrane matrix of cell culture inserts (right). The cell invasion assay was repeated three times with similar results, and triplicate inserts were included in each experiment. (B) The relative number of cells that invaded through the Matrigel basement membrane matrix. *P < 0.05. The number of invasion cells in the curcumin group was normalized to 1 for the DMSO group. The cell invasion assay was repeated three times with similar results, and triplicate inserts were included in each experiment. The data are plotted as the mean ± SEM. (C) When incubated in medium with 1% FBS, the cell proliferation rate of A549 cells treated with DMSO and that treated with curcumin was similar at 9 hours after cell plating in a 24-well plate. NS, not statistically significant. (D) The cell proliferation rate of A549 cells treated with DMSO was higher than that treated with curcumin at 72 hours after cell plating in a 24-well plate. *P < 0.05. The cell proliferation assay was performed three times with similar results, and triplicate wells were included in each experiment. The data are plotted as the mean ± SEM.
The percentages of apoptotic cells between the DMSO and curcumin group were not significantly different. NS, not statistically significant. The cell apoptosis assay was performed three times with similar results, and triplicate vessels were included in each experiment. The data are plotted as the mean ± SEM.
Supplementary Figure S3: RNAi efficiently downregulates EZH2 expression. (A) qPCR (top) and semi-quantitative PCR
(bottom) revealed that siEZH2s efficiently depleted EZH2 mRNA expression. *P < 0.05. (B) Western blotting revealed that siEZH2s remarkably inhibited EZH2 protein expression. *P < 0.05. The expression level of EZH2 mRNA was normalized to ACTB for qPCR analysis. Protein expression levels of EZH2 were normalized to GAPDH. The expression levels of EZH2 mRNA and protein were normalized to 1 for the control transfection of siControl. All of the data are plotted as the mean ± SEM from three independent PCR amplifications or western blot assays. Western blot analysis demonstrated that ectopic overexpression of EZH2 did not affect the protein expression level of NOTCH1. NS, not statistically significant. The expression level of NOTCH1 mRNA was normalized to ACTB for qPCR analysis. The protein expression levels of NOTCH1 were normalized to GAPDH. The expression levels of NOTCH1 mRNA and protein were normalized to 1 for the stably transfected control. All data are plotted as the mean ± SEM from three independent PCR amplifications or western blots. The data are plotted as the mean ± SEM from three independent PCR amplifications or western blot assays. The relative number of cells that migrated through the membrane of transwell inserts. *P < 0.05. The number of migrated cells in the siNOTCH1 group was normalized to 1 for that of migrated cells in the siControl group. (F) The cell proliferation rates of A549 cells transfected with siControl, and those transfected with siNOTCH1 were similar at 9 hours after cell plating in a 24-well plate. NS, not statistically significant. The number of viable A549 cells transfected with siNOTCH1 was normalized to 1 for that of viable A549 cells transfected with siControl. All data shown represent the mean of at least three independent experiments. The data in all bar graphs are plotted as the mean ± SEM.
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